This study was carried out during the period from April 2014 to November 2014. A total of 250 seafood samples, 50 samples each namely Mullet, Sardine, Shrimp, Cuttlefish and Mussel, obtained by random sampling from the coast of Port Said Governorate. Samples were subjected to conventional method for the detection of Vibrio species. Overall, 32% of the Mullet, 36% of Sardine, 52% of Shrimp, 44% of both Cuttlefish and Mussel samples were found to be positive for Vibrio spp. The prevalence of Vibrio species was higher in shellfish samples, particularly in shrimp than that of fish samples. Four Vibrio species were identified. V. alginolyticus was found to be the dominant identified Vibrio species with total prevalence of 48.2% (50/104) followed by V. damsela 24% (25/104), V. harveyi 16.3% (17/104) and V. parahaemolyticus 11.5% (12/104). Eight isolates identified phenotypically as Vibrio species, were confirmed by PCR.
Introduction
Vibrionaceae are natural pathogens of shellfish, shrimp and other aquatic organisms (Raissy et al.,  2011) . Vibrio spp. are Gramnegative, comma-shaped, highly motile with one or more polar flagella and halophilic ( Thompson et al., 2004) .Within the Vibrio genus there are several species that have a high tolerance for different salinity levels (Wright et al., 1996) . In the last several years, Thompson et al. (2004) introduced a classification strategy for Vibrios that based on 16S rRNA gene sequencing. The 16S rRNA gene considered as the standard for phylogenetic classification (Clarridge, 2004) .Accurate identification at the family and genus levels of Vibrios is obtained by 16S rRNA gene technique ( Thompson et al., 2004) .
Epizootics of Vibriosis take place in fish in presence of overcrowding, poor hygiene and organically polluted water (Noga, 2000) . Infectious Vibrio species can affect a wide range of marine organisms causing mass mortality (Colwell, 2006) . Diseases caused by Vibrio species were reported in aquatic animals such as oysters, fish, shrimp and lobster (Chrisolite et al., 2008) . Twelve Vibrio species have been documented as potential foodborne disease agents in humans: V. cholerae, V. parahaemolyticus, V. vulnificus, V. alginolyticus, V. funissii, V. fluvialis, V. damselae, V. mimicus, V. hollisae, V. cincinatiencis, V. harveyi and V. metchnikovii. (Adams and Moss, 2008 
Molecular Identification of Isolates:
Eight Vibrio isolates from the above assay results (1 isolates from Mullet, 1 from Sardine, 2 from Shrimp, 2 from Cuttlefish and 2 from Mussel) were further confirmed using PCR. The 16S rRNA gene were used as target sequences to confirm the identities of the presumptive Vibrio isolates to the genus level using specific primers in the polymerase chain reaction assay.
DNA extraction:
The presumptively identified V. species were grown overnight in Tryptone soy broth (TSB) supplemented with 3% NaCl, DNA extraction was carried out according to QIAamp DNA mini kit instructions.
DNA Molecular weight marker:
Gel Pilot 100 bp plus ladder (cat. no. 239045) supplied from QIAGEN (USA). Size range: 100-1500 bp.
Oligonucleotide Primers:
Oligonucleotide Primers used to amplify Vibrio species are listed in Table ( 2).
PCR assays:
PCR amplification of the target DNA was carried out in a thermal cycler .The reaction conditions according to Sambrook et al. (1989) were as follows: 94C for 10 minutes (to make Primary denaturation), then 94C for 45 sec. (to make Secondary denaturation), then to make cycle 50˚C for 45 sec. (Annealing) and 72C for 45 sec (initial Extension). All are 35 cycles followed by 1 cycle of 72C for 10 minutes (to make Final extension).Then the ladder was mixed gently by pipetting up and down. 6 μl of the required ladder were directly loaded. Twenty μl of each PCR product samples, negative control and positive control were loaded to the gel. The power supply was 1-5 volts/cm of the tank length. The run was stopped after about 30 min and the gel was transferred to UV cabinet. The gel was photographed by a gel documentation system and the data was analyzed through computer software. Hormansdorfer et al.,  2000) . V. alginolyticus has been associated with human infection such as cellulitis, wound infection and seawater-related otitis media (Matsiota-Bernard and Nauciel,  1993 and Mukherji et al., 2000) . The morpho-chemical characteristics of 25 identified V. damsela isolates were in accordance with biochemical profile of V. damsela reported by Labella et al., (2010) .V. damsela was isolated from outbreaks affecting several fish species in southern Spain. Moreover, V. damsela has been reported to cause diseases in human and was considered as zoonotic pathogen (Labella et al., 2011) . In the current study, the biochemical profile of 17 isolates assigned as V. harveyi coincided with the V. harveyi profiles that reported by Robertson et al., (1998) . V. harveyi is a well-known pathogen of marine finfish and shellfish and is the causative agent of luminous disease, which resulted in 80 to 100% mortality in Penaeus  Monodon hatcheries (Austin and  Austin, 1999) . Insight analysis of the morpho-chemical characteristics for the 12 of isolates in the present study coincided with the V. parahaemolyticus profiles which was in accordance with that reported by Alsina and Blanch (1994a). V. parahaemolyticus is responsible for mass mortalities among fish stocks in many marine fish farms throughout the Mediterranean area and severe economic losses in aquaculture worldwide (Actis et al., 1999) . V. parahaemolyticus is one of the twelve Vibrio species occurring in human and represents one main cause for foodborne gastroenteritis, especially in Asia and the United States (Sua and Liu, 2007) . The present results tabulated in Table ( 4) revealed that V. alginolyticus was found to be the dominant identified Vibrio species with total prevalence of 48.2% (50/104) followed by V. damsela 24% (25/104), V. harveyi 16.3%(17/104) and V. parahaemolyticus 11.5% (12/104), in that order, high preponderance of V. alginolyticus (57% incidence) was also reported by Bhasker and Setty (1994) . Also Thararat et al., (2009) found that contamination of raw seafood by V. alginolyticus was most frequent (61.5 %).
The present data in Table ( Kriem et al., 2015) who found that the overall prevalence of Vibrio spp. in shrimps was 55.8%. In India, shrimp samples (41%) and clam samples (42%) harboured heavy load of Vibrios (Bhasker et al., 1998) . In a study by Merwad et al. (2011) , the overall prevalence of Vibrios was 57.3% in white shrimps, 48% in blue crabs and 54% in oysters. However, Pinto et al. (2008) reported 32.6% for mussels in Italy. Since Vibrio spp. can occur naturally in an aquatic environment, the presence of these organisms in raw seafood may be expected (El -Hadi et al. 2004) . The difference in prevalence may be attributed to water quality and temperature. In this concern, Sung et al. (1999) reported that the prevalence of Vibrio species varied according to the season. The present results revealed that the prevalence of Vibrio species were higher in shellfish samples, particularly in shrimp than that of fish samples. Shrimp is one of the most important fishery products of the coastal area of Port Said provinces. Numerous studies have been done on Vibriosis in shrimp the incidence of Vibrio in shrimp is of significant importance (Ansari and Raissy 2010). Regarding the molecular characterization, the representative gel photo of the PCR has been shown in Figure (1) . The PCR amplifications of 16S rRNA from the 8 selected isolates were successfully carried out using PCR primers designed in the study. The molecular analysis carried out on 8 selected isolates, identified as Vibrio spp. gave positive results for selected 8 strains. As it is observable, the 663bp. bands that have appeared on the gel for the Vibrio spp. corresponding to the 16S rRNA gene. Molecular approaches to the identification and characterization of Vibrio spp. has been developed and highly utilized due to their higher sensitivity and specificity rather than the conventional methods (Di Pinto et  al., 2005) . The 16S rRNA gene is used for both phylogenetic studies and as a taxonomic marker (Thompson et al., 2005) . The relationship studies based on the 16S rRNA comparison have been extensively used in Vibrio classification due to most of Vibrio species have more than 90% 16S rDNA similarities (Aznar et al.,  1994) . 
